Acrylamide gels (containing separated proteins from fraction 30-100 kDa of the FM and CM media) were cut into 0.5 cm slices. In this way 16 slices (8 per each medium) were obtained. Peptides extracted from gel slices were analyzed by MALDI-TOF/TOF.
Proteins are recorded as a solid identification only for hits with % coverage >3.5. Sequence differences were not sufficient to distinguish between rodent, human and bovine sequences. For this reason all hits refer to human sequences. Some proteins exist in multiple forms, with different molecular weights and isoelectric points. For example, N-alpha1-acetyltransferase 20 was found in three different locations in CM. At present, it is not clear if this heterogeneity is due to proteolysis, secondary modifications, or splice variation. While it is unlikely that the extracellular proteins assayed in cultured medium are derived from cell lysis [1], we cannot rule out the possibility that some lysis occurs that is detected by the highly sensitive LC/MS technology, especially in the face of detection of mitochondrial protein.
Among the detected proteins, three were presented both in conditioned and un-conditioned medium suggesting, that they are components of pure neuronal medium. Interestingly, six proteins were found only in the FM.
